[Abstract] We have optimized a protocol for isolation of alveolar type II epithelial cells from mouse lung.
5. Use scissors to make incision in the skin from abdomen to neck, and tear skin with forceps to expose thoracic cage and neck.
6. Gently remove the muscle around the neck to expose the trachea.
7. Carefully cut the ribs to expose the heart and lungs.
8. Perfuse the lung with 0.9% NaCl, using a 10 ml syringe fitted with a 27 gauge needle, through the right ventricle of heart until it is visually free of blood.
9. Use forceps to put a ~10 cm-long nylon string under the trachea.
10. Insert the 22 G x 1" Exel Safelet Catheter into the trachea, remove stylet hub, and tie a knot with a nylon string to secure catheter and trachea together firmly.
11. Slowly inject 2 ml of dispase into the lung, and allow the lung to collapse for 5 min.
12. Quickly load a 1 ml syringe with 0.5 ml of 1% low melting point agarose (brought from 4 °C storage, thawed in a 70 °C water bath, and then kept in a 45 °C water bath in a melted status), replace the dispase syringe with the agarose-containing syringe, and gently infuse the lung with the loaded agarose. Leave the syringe in place, and immediately cover the lung with ice and incubate for 2 min to promote the solidification of agarose.
13. Remove the lung from animal to a 15 ml tube containing 2 ml of dispase, incubate for 45 min at room temperature on a shaker.
Note: Shaking helps dispase digestion and cell release, but the exact speed of shaking is not critical.
14. Transfer the lung to 7 ml of room-temperature DMEM with 0.01% DNase I in a 60 mm non-coated cell culture dish. The digested tissue is carefully teased from bronchi with scissors and forceps.
15. The resulting cell suspension is successively filtered through 70 µm and 40 µm cell strainers, and then 25 µm nylon mesh. 
